Protocol to enrich and analyze plasma membrane proteins.
This chapter describes a procedure for isolation and analysis of fractions enriched in plasma membranes from minute amounts of tissue. It consists of a method for extraction and fractionation of membranes and a method for enzymatic digestion of membrane proteins without use of detergents. The method for isolation of membranes comprises of a stepwise depletion of nonintegral membrane molecules from entire tissue homogenate by high-salt, carbonate, and urea washes followed by a treatment of the membranes with sublytic concentrations of a detergent and enrichment of the plasma membranes by a density gradient fractionation. Fluorometric assays for protein content and plasma membrane marker activity allow calculation of the yield and extent of plasma membrane enrichment. Reduction, carboxymethylation, and digestion with endoproteinase Lys-C are carried out on nonsolubilized membranes. The entire procedure allows processing and preparation of samples from 10-20 mg tissue, and therefore, can be extremely helpful for proteomic profiling of biopsy-size clinical samples.